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1.-25. (cancelled) 



26. (current amended, previous* once amended) A memod for detect HCV 
nucleic acid in a biological sample earned sgCiiSSraaf the steps of: 

| ; | |||||| 8 r ,, i r -.,-u„ H^nan nmn i moatinn ffnmponantan^^^P 

«~ ,n, n lfcati o n mmp opant reprising I tSXXM P*- ""ft*" SEQ- 

iiujm^ im-r ~rrf mi saa n no, - me asm 

^m prisinn a o- rfr ™m™lsino SEft 'D- NO, 3. 

extracting HCV nucleic acid from a biological sample; ^ 

amplifying the HCV nucleic acid using «-H^l M iin.«. H-» I *e nnnunnne 

b 1 youyujLigrrjtrmgmntrjyuut T pifQi in MO 11 

j rjDoo nd prim n r having mmi n n ro 

C e togeaageaeeetateaggeagt ff lOCO . I P. M O' 3 

^^amplification componerrteer^ieft^eeeeM^f ^ »00 tu a bet P OO m 

^^ .lluM U Clnnnirtn tri p a tu . about I n nitt n a bo ut a I u »* n fTn r, pn H 




plH.3)nnn riOOmMITI; 

and detecting me EssermfiUhe. HCV nucleic add using a^iigenuoleetiee 

p rob o havinp nom n ri n iqg tho ooqu o»C9; 

b gtestgcageetesaggaeeo^ [ CC Q. ID. MO, 3j 

the d etection nomponenL 
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»,horoir^ presence 
♦ho detection component. 



.1 uru in nw> biolon/"' cmpte is confirmed oy th color of. 



27. (original) The method according to claim 26, wherein the biological sample is 
selected from the group consisting of: serum, plasma, and combinations thereof. 

28. (current* amended) The method according to ciaim 26, wherein the M forward 
and eeoena reverse amplification primers have**** n.mfl..orescein-labele d at their 
respective 5' ends. 

29. (cancelled) 

30. (currently amended) The method according to claim 26, wherein the step of 
amplifying the HCV nucleic acid includes: 

denaturing the HCV nucleic ecld to produce denatured HCV nucleic aoid; 

annealing the feet fiassard and eeeer* ffiyan amplification primers to the 
denatured HCV nucleic acid to produce primed HCV nucleic acid; and 

extending the primed HCV nucleic acid using a thermostat* DMA dependent 
ONA polymerase in the presence of eJeoxyribonucleoside triphosphate. 

31 . (original) The method aocording to claim 30, wherein the DNA dependent DNA 
polymerase is Tag polymerase present in an amount of about 1 Unft to about 2.6 Unte. 
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32. (previously once amended) The method according to claim 30, wh rein ft 
deoxyribonucleoslde triphosphate is selected from ft. group consisting of: dATP. dCTP. 
SMedCTP, dGTP, dITP, TTP, dUTP, and combinations thereof. 

33. (original) The method according to daim 26. wherein the step of detecUng the HCV 

nucleic acid includes: 

binding the HCV nucleic acid with the oligonuclollde probe attached to a solid 

medium to form immobilized HCV nucleic acid; 

binding the Immobilized HCV nucleic acid with a conjugate; and 

adding a substrate that is adapted to change cotor in the presence of an enzyme 

on the conjugate, 

hereby a chenge of the color of the substrate incflcates the presence ot HCV 
nucleic acid. 

34 (previously once amended) The method according to claim 33, wherein the HCV 
nucleic acid is labeled wflh fluorescein . and wherein ■»« N ttlMM«laa is 
en enti-ffuorescein /horseradish peroxidase connate in an amount ot about 1 unitto 
about 4 units. 

35. (original) The method according to claim 33, wherein the substrate comprises 
hydrogen peroxide and 3.3\5.5'-Tetra methyl benzidine Dihydrochloride. 
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36. (previous* once amended) The method acting to Cairn 33, wherein .he 
substrate is present in a volume of about 100 nL 

37. (ori0nan Theme.hodaoeordlng.octaimsa.furthercompris.ng.hea.epotreading 
a change of the color of the substrate with a cclorimetric plate reader. 

3 8 . (c UTO n^amended,pre.ousVadded, A method for detecting HCV nucleic acid 
In a biological sample eempfieiftg ffinjisfinaa! *e atepa of: 

^^^^a^^i^ ^ ms as town msmmm 

^^.nnSEQ.ID.I*' I B ■" ^^^t^P** 

^ p H„n n SEQ. ID. NQ 1 nllnnniirinntide prnh* reprising SEQJBJ)^ 

extracting HCV nudeio acid from a biological sample with a chaotropic agent to 

produce extracted HCV nucleic acid; 

revere transcribing the extracted HCV nucleic acid to produce ONA using avian 
myeloblastosis virus reverse transcriptase In a bu«er centering easenrially of 50 mM 
Tris.HCI (pH 8.3), 6 mM MgCfc 40 mM KCI, 4 mM dithiothreltol, and dNTPa in a 

concentration of 1 00-200 uM; 

producing fluorescein labeled amplimers by employing the DMA using an 
amplication component oonsisflng essential* « abou, 100 to about 200 nM each of 
dATP, dCTP, dTTP and dGTP; about 1 unit to about 2.5 unris ot Tag polymerase; about 
10 to about 100 pM of a^etffiejonsaig oilgonudeoWe primer ssmgrMna^EQ. ID. 
N0 ,>lab ledwimfaereeeeiafju.^iaboutiotoab^^^ 
^ollgonucleoride primer corrjQrjsiog (SEQ, ID. NO. 2).abeled wHhfaoresees, 
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about 1 .5 b about 2.5 mM Mgt* and an amotion butter ha*** 
jogjErising 10 mM Tris HCI ( pH 8.3) and SOOmM KCI; 
denaturing the fluorescein labeled amplimers; 

provtdin9eetheoli30nuo.eo.lde probe sonKriangOEQ. ID. NO. 3) immobilized 

on a solid medium in a microwell; 

adding the denatured fluorescein labeled amplimers to the microwell, thereby 
irnmobilizing the denatured fluorescein labeled amplimers on the solid medium; 

adding anti-fluorescein/horseradlsh peroxidase conjugate to the microwell, 
thereby binding the anti-fluorescein/horseradlsh peroxidase conjugate to immobilized 
denatured fluorescein labeled amplimers; and 

adding a detection solution comprising TMB to the microwell to produce a 
TMB/horseradlsh peroxidase reaction, 

whereby the presence of HCV in the biologioai sample is confirmed by the cob, 
a the detection solution after the TMB/horseradlsh peroxidase reaction is stopped.- 
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